Background: The role of vitamin D in obesity and diabetes is debated. Obese and/or diabetic patients have elevated levels of free fatty acids, increased susceptibility to gastrointestinal symptoms and are suggested to have altered vitamin D balance. The enteric nervous system is pivotal in regulating gastrointestinal activity and high fat diet (HFD) has been shown to cause loss of enteric neurons in ileum and colon. This study investigates the effect of vitamin D on HFD-and palmitic acid-induced enteric neuronal loss in vivo and in vitro. Methods: Mice were fed either a normal diet (ND) or HFD supplemented with varying levels of vitamin D (from 0x to 20x normal vitamin D level) for 19 weeks. Ileum and colon were analyzed for neuronal numbers and remodeling. Primary cultures of myenteric neurons from mouse small intestine were treated with palmitic acid (4x10 -4 M) and/or 1α,25-hydroxy-vitamin D3 (VD, 10
Background
The role of vitamin D has expanded beyond its classical role in calcium homeostasis. Since animal studies have shown that vitamin D supplementation protects against high fat diet (HFD) induced metabolic parameters [1] [2] [3] , several efforts have been made to elucidate the role of vitamin D in type-2 diabetes and in obesity, as well as in their complications [4] [5] [6] . Recently animal models have likewise shown that various dietary vitamin D supplementations are able to protect against neurodegeneration found in i.e. models of Alzheimer's disease [7, 8] . While the clinical data on vitamin D supplementation are inconclusive [9, 10] , the need for exploring the metabolic potential and cellular mechanisms of vitamin D remains.
Whether produced in the skin through UV radiation or ingested in the diet, vitamin D (25-hydroxy vitamin D3) is in the body converted to its active form 1α,25-hydroxy-vitamin D3 (VD), by the enzyme 1α-hydroxylase also known as cytochrome P450. This enzyme is found mainly in the kidneys but other cells types including immune cells and neurons have been shown to express this enzyme [11, 12] . VD mediates the majority of its effects by binding to, and thereby activating the nuclear VD receptor (VDR). Upon activation, VDR dimerizes with the retinoid-X receptor (RXR) forming a heterodimer, that in turn binds to specific VD response elements (VDREs). [13, 14] However, it is suggested that initiation of VDR mediated responses cannot account for the fast responses seen upon VD stimulation in certain cell types e.g. osteoblasts and intestinal epithelial cells. [15] [16] [17] Protein disulphide isomerase family A member 3 (PDIA3), also known as 1,25MAARS, has been suggested as an alternative VD receptor, capable of mediating the fast VD responses and acting as a modulator of cellular function independent of VDR [15, 18] . Besides the receptor mediated VD responses VD, per se, has been suggested to act as an antioxidant preventing lipid peroxidation and stabilizing cell membranes [19] . The anti-oxidative potential of VD, independent of either VDR or PDIA3, still needs to be further assessed. In addition, VD is reported to decrease reactive oxygen species (ROS) by increasing levels of the key anti-oxidative enzymes superoxide dismutase (SOD), catalase and glutathione (GSH) [20] [21] [22] .
Peripheral neuropathy is a common complication of diabetes suggested to be caused by the combination of abnormal blood glucose and lipid levels, oxidative and inflammatory stress and accumulation of advanced glycation products (AGE) [23, 24] . VD deficiency is suggested to be involved in the development of diabetic neuropathy [25] . Further, it is increasingly recognized that obesity and HFD models also are associated with a neurotoxic phenotype. In animals HFD induces anxiety-like behavior and neuronal loss in hippocampus [26, 27] , as well as loss of neurons in all parts of the gastrointestinal (GI) tract [28] [29] [30] . Clinical data indirectly support these findings as both depression and GI dysfunction are common comorbidities of obesity and the metabolic syndrome [31] [32] [33] . The enteric nervous system (ENS), innervates the entire GI tract and is pivotal in the regulation of all GI functions, including motility, secretion and blood flow [34] . The HFD-induced neuronal loss has been suggested to be mediated mainly by the saturated fatty acid palmitic acid (PA) and involve increased oxidative stress and derangement of metabolic pathways [28] . The aim of this study was to investigate effects of VD on HFD-induced neuronal loss and to assess possible pathways by which VD mediates it effects on PA-induced enteric neuronal loss in vitro.
Methods

In vivo experiments
C57BL/6J mice (n=42, Taconic Bioscience) aged 4 weeks were randomized divided into seven groups (n=6 each group), animals were housed in groups. Three groups received normal diet (ND) with different doses of Vitamin D (no vitamin D, ND 0x; normal vitamin D 1.3IU/g [35] , ND 1x; twenty times vitamin D, ND 20x). Four groups received high fat diet (HFD) with different doses of vitamin D (no vitamin D, HFD 0x; normal vitamin D, HFD 1x; double vitamin D HFD 2x; twenty times the normal vitamin D, HFD 20x). All diets were purified diets (Research Diets Inc., USA) Table 1 gives nutritional overview and diet details. After 19 weeks mice were sacrificed by cervical dislocation. The GI tract from cardia to rectum was collected, opened along the mesenteric border and emptied. Segments of ileum and transverse colon were fixed and processed for cryo-sectioning [36] . 
Experimental treatment agents
Stock solutions of palmitic acid (PA, P9767, Merck), VD (D1530, Merck), 7-dihydrocholesterol (7DHC), 16F16 (SML0021 Merck, PDIA3 inhibitor [38] ), GW69662 (M6191, Merck, peroxisome proliferator-activated receptor gamma (PPARγ) inhibitor [28] ), were prepared, aliquoted and stored at -20°C. Isocitrate lyase (ICL) antibody (AS10713, Agrisera, SE) and pre-immunization sera (AS03 027, Agrisera, SE) were aliquoted and stored at 4°C.
Experimental set ups
Various sets of experiments were performed. 1. Cultures were exposed to medium containing either PA(4x10 
Histology and immunocytochemistry
For details on primary and secondary antibodies see Table 2 . All antibodies were diluted in phosphate buffered saline (PBS) containing 0.25% Triton X-100 and 0.25% BSA (PBS-T-B). For visualization of submucous and myenteric neurons, cryo-sections from ND and HFD mice were immunolabeled with HuC/HuD-biotin and vectastain ABC kit (Vector laboratories Inc., USA), according to manufacturer's protocol [28, 39] . Morphometric analyses of intestines were on Toluidine blue (0.01% in 60% ethanol for 1.5min) stained cryo-sections.
Double immunolabeling of cultures were by overnight incubation in moist chamber at 4°C with a mixture of primary antibodies. Secondary antibodies were mixed and incubated 1h at RT. Hoechst (ThermoFisher Scientific, SE) cell nuclei counter staining was performed according to manufacturer's protocol. Mounting was in PBS:glycerol 1:1 followed by fluorescence microscopy (Olympus BX43, LRI, SE) with appropriate filter setting.
Analyses
Mucosa and muscularis propria thicknesses were estimated for each mouse using the mean from ten measurements (Aperio ScanScope CS/GL SS5082 and ImageScope). The numbers of HuC/HuD-immunoreactive submucous and myenteric neuronal cell bodies were counted per mm section length. From each mouse, cryo-sections (10μm) cut longitudinally at 3-4 different depths comprising a total length of 30-50mm, were used. Analyses were done blinded to treatment.
Neuronal survival was estimated according to previously described protocol [28, 37] . In brief, neuronal survival after exposure to the various treatments was calculated by counting the total number of HuC/HuD-immunoreactive (IR) neurons in the entire culture well (69 mm 2 ) and expressed as percentage of the number of total neurons in the control well run in parallel (% neuronal survival of control). With a minimum of 6 observations in 3 biological repeats, in each treatment group.
Data are presented as means ± SEM and analyzed by GraphPad Prism (GraphPad Software Inc, USA). Statistical significance was determined using two-way analysis of variance followed by Bonferronis post hoc test (in vivo data), or one-way analysis of variance followed by Dunnet's post hoc test towards controls (in vitro data). A confidence interval of 95% was considered significant.
Results
In vivo
All animals were included in the study. Morphometric analyses of muscularis propria and mucosa in ileum (Fig.  1d) and colon ( Fig. 1g ) revealed no effect of dietary vitamin D supplementation on intestinal morphology. A slight thickening (p<0.05) of ileum muscularis propria in the HFD 0x group was observed compared to the ND 1x group (Fig. 1d) . None of the dietary vitamin D supplementations affected neuronal survival in either ileum (Fig. 1e, f ) or colon (Fig. 1h, i) in animals fed the ND. HFD is known to induce loss of myenteric, but not submucosal, enteric neurons in mice [28, 30, 40] . Vitamin D supplementation in the 0-2x range did not attenuate the HFD induced enteric neuronal loss, in ileum (Fig. 1e, f ) or colon (Fig. 1h, i) . However, animals receiving 20x the normal vitamin D concentration were protected against the HFD-induced neuronal loss in both ileum (Fig. 1e, f ) and colon (Fig. 1h, i) .
In vitro, VD effects on primary enteric cultures
Primary cultures isolated from the longitudinal muscle layer of mouse small intestine contains myenteric ganglia, glia and smooth muscle cells, effects of PA exposure on these has previously been described [28] . Control wells displayed 2.2±0.1 neurons per mm 2 . Exposure to VD (10 -11 -10 -7 M) per se did not affect neuronal survival in cultures (Fig. 2a) . VD serum concentration in mice are suggested to be in the 10 -10 M range [41] . Palmitic acid exposure alone induced a significant loss of cultured neurons (p<0.01, Fig. 2b) , the loss was similar in magnitude to the previous described PA induced loss [28] . The combined exposure of PA (4x10 M) did not affect neuronal survival (Fig. 2b) . Thus, the presence of VD (10 -11 -10 -7 M) abolished the previous described PA-induced neuronal loss. To test if the effect was due to the activated form of vitamin D (1α,25-hydroxy-vitamin D3, VD) cultures were exposed to the vitamin D precursor 7-dihydrocholesterol (7DHC). Exposure of 7DHC (10 -11 -10 -7 M) per se didn't affect neuronal survival (Fig. 2c) . Addition of 7DHC (10 -9 -10 -7
M) was unable to protect enteric neurons against the PA-induced neuronal loss (Fig. 2b) .
Localization of VDR and PDIA3 in vivo and in vitro
Immunocytochemistry revealed VDR expression in mucosal epithelial cells of both small and large intestine while no VDR expression was detected in enteric neurons in vivo regardless of diet. In primary cultures of enteric neurons, no VDR expression was found in neurons. The alternative vitamin D receptor PDIA3 has been suggested to mediate the rapid effects of vitamin D in intestinal epithelial cells [15] . Immunocytochemistry revealed PDIA3 not to be expressed on enteric neurons (Fig. 3a-f ) in vivo or in vitro, but to be expressed in intestinal glia in close connection to enteric neurons (Fig. 3g-i) . This was evident in enteric neuronal cultures as well (Fig. 3j-l) .
In vitro inhibition of PDIA3 in primary enteric cultures
To evaluate if the VD effect was acting indirect by way of PDIA3 activation in enteric glia, primary enteric cultures were exposed to 16F16, known to inhibit PDI's including PDIA3 [38] . The inhibitor (7x10 -8 M -2x10 -5 M) induced neuronal loss at concentrations above 7x10 -7 , with all cells in culture lost at 2x10 -5 M (Fig. 4a) . Supplementation with the PDIA3 inhibitor (10 -7 M) did not affect PA-induced neuronal loss in vitro nor did supplementation prevent the VD-mediated protection of the PA-induced neuronal loss. However, supplementation with the PDIA3 inhibitor (10 -7 M) significantly reduced neuronal survival in VD treated cultures (Fig. 4b) .
In vitro inhibition of PPARγ in primary enteric cultures VDR is, like peroxisome proliferator-activated receptor (PPAR), a member of the nuclear hormone receptor family that form heterodimers with RXR. VDR and PPAR have interacting signaling pathways [42] . Primary enteric cultures were supplemented with the PPARγ inhibitor GW9662 (10 -6 M). The effect of GW9662 on cultured enteric neurons and glia, has been assessed in a previous study [28] . Supplementation of the PPARγ inhibitor did not prevent the PA induced neuronal loss, but did prevent the VD-mediated protection of the PA-induced neuronal loss (Fig. 4c) .
In vitro ICL antibody neutralization
Bacteria, fungi and plants use the glyoxylate cycle to bypass the CO 2 producing step in the Krebs cycle, utilizing two enzymes, ICL and malate synthase. Exposing enteric neuronal cultures to pre-immune serum (1:250) did not affect neuronal survival per se or VD's effect on PA-induced neuronal loss (Fig. 4d) . Exposing cultures to ICL immune sera (1:250) did not affect neuronal survival per se nor the PA-induced neuronal loss. However, ICL immune sera supplementation prevented the protective effect of vitamin D on PA-induced neuronal loss (Fig. 4e) .
Discussion
Current study investigated the neuroprotective potential of vitamin D and VD on HFD-and PA-induced enteric neuronal loss. Vitamin D supplementation with 1.3 IU/g to 2.6 IU/g had no effect on either ND or HFD enteric neuronal survival. However, supplementation of vitamin D at 26 IU/g (20x) prevented the HFD-induced neuronal loss, without affecting ND neuronal survival. In vitro studies showed VD (10 -11 M-10 -7 M) to protect against PA-induced neuronal loss, this effect was due to the presence of VD as the biological inactive precursor 7HDC was unable to mimic this neuroprotective effect. Serum concentration of VD were not assessed in current study. However, it has been demonstrated that supplementation of 10x the normal vitamin D dose in mice does not lead to elevated serum VD levels (10 -10 M) nor induce hypercalcemia [41] . It is therefore not believed that supplementing with 20 times the normal dose would lead to toxicity. Further it has been shown that obesity is associated with lower vitamin D serum concentration, and patients should increase daily vitamin D intake [43] .
HFD-and PA-induced neurotoxicity
VD is a lipid soluble vitamin and adipocytes function as an important VD reservoir [44] . With the obesity epidemic and subsequent increase in type 2-diabetes [45] , together with data suggesting that VD deficiency is a global health problem among all age groups [46] , it is not surprising that the ability of VD to interfere with metabolic pathways have especially been studied in adipocytes and liver. In adipocytes, VD is involved in the regulation of differentiation, apoptosis, lipogenesis as well as acting as an anti-inflammatory agent [2, 47] . In liver, VD has experimentally been shown to be protective in HFD-induced steatosis. This is suggested to be through modulation of lipid metabolism, by increasing expression of enzymes and transcription factors involved in fatty acid oxidation i.e. carnitine-palmitoyl transferase 1a and 1b (CPT1a, b), pyruvate dehydrogenase kinase 4 (PDK4) and PPAR 1α. [1] [2] [3] 48] While studies have shown neurons capable of both mitochondrial and peroxisomal fatty acid oxidation [49] , they are not believed to rely on lipids for energy production [50] , this is seen by e.g. their low expression of CPT1a and CPT1b in mitochondrial membranes and their expression of CPT1c on endoplasmic reticulum (ER) membranes [51, 52] . HFD-and PA-induced enteric neuronal losses have been investigated previously [28, 29] . Using pharmacological agents interfering with intracellular lipid handling M) n=6, ** p<0.01
pathways it was suggested that PA-induced neuronal loss in vitro was through the culmination of multiple metabolic disturbances. This Includes excessive palmitoylcarnitine formation, exhausted carnitine stores, increased acetate-coenzyme A (-CoA) levels and energy depletion as well as increased levels of oxidative stress and membrane destabilization [28] . The ability of VD to interfere with these metabolic pathways was, in current study, tested in vitro.
Receptor mediated VD effects
VD classically mediates its responses by binding to the nuclear VDR, leading to altered gene transcription, VDRs have also been found in plasma membranes, co-localized with caveolin 1, where they are suggested to mediate a fast response [53] . Upon activation VDR forms homodimers with RXR and these complexes modulate gene expression through binding to VDREs [13, 14] . In man more than 2700 genes have been identified to be regulated by VDR [14] . By immunocytochemistry VDR was not found in enteric neurons either in vivo or in vitro. It should, in this regard be noted that muscle cells (cardiac, skeletal and smooth) display positive VD mediated effects without clear evidence of the VDR being present [54] . It has been suggested that the non-genomic rapid effect of VD is through activation of the alternative VD receptor, PDIA3 [15] . PDIA3 has been ascribed pleiotropic effects, including reduction of cellular stress in neurons [55, 56] , protection against autophagy induced apoptosis in beta cells [57] , and protection against free fatty acid induced hepatosteatosis [58] . Immunocytochemistry showed PDIA3 to be found in enteric glia in vivo and in vitro. Enteric glia play important roles in the gut including acting as neuronal support and protection [59] . Inhibiting PDIA3 in vitro did not prevent the ability of VD to protect enteric neurons against PA-induced loss. This suggests that VD does not mediate its neuroprotective effect through activation of PDIA3 in enteric glia.
Oxidative stress and membrane destabilization VD mediates anti-inflammatory effects and has been shown to reduce HFD-induced increases in tumor necrosis factor α (TNFα) and pro-inflammatory cytokines such as interleukin (IL) -6 and lipid peroxidation products [60, 61] . Besides anti-inflammatory effects VD has also been shown to have anti-oxidative effects by expression of anti-oxidative enzymes such as superoxide dismutase (SOD), glutathione (GSH), and catalase [21, 22] . However, VD has also been shown, independent of receptor activation, to act as a membrane antioxidant by inhibiting lipid peroxidation. In the study, authors found the precursor 7HDC to be a more potent antioxidant than VD [19] . While current results showed 7HDC unable to prevent PA-induced neuronal loss, a direct anti-oxidative effect of VD in the protection against PA-induced loss cannot be entirely excluded.
Energy metabolism
HFD disrupts the energy balance and pushes the system towards a more inflammatory and reactive oxygen M) did not prevent the PA-induced neuronal loss but prevented the VD-induced prevention of the PA-induced loss. d Supplementation with pre-immune sera (1:250) had no effects on PA-, VD-or PA+VD-induced effects on neuronal survival. e Supplementation of isocitrate lyase (ICL) immune sera (1:250) did not prevent the PA-induced loss but did prevent the protective effects of VD on PA-induced loss. Untreated controls were run in parallel. Data presented as mean ± SEM, control n=6-18 per treatment agent, PDIA3 inhibitor 16F16 n=6-12, PPARγ inhibitor, GW69662 n=6, pre-immune sera n=6, ICL immune sera n=6, PDIA3 inhibitor (10 -7 M) + PA/VD/VD+PA n=6, PPARγ inhibitor (10 -6 M) + PA/VD/VD+PA n=6-12, pre immune sera (1:250) n=12, ICL immune sera (1:250) n=12-18, ** p< 0.01, *** p<0.001 species-rich phenotype. VD has been suggested to modulate energy pathways, including upregulating genes involved with fatty acid oxidation and anti-oxidation [3] . HFD has been shown to cause a reduced PPARγ expression and classical PPARγ targets including CD36 in neurons [62] , as well as in the small intestine [63] . In neurons PPARγ was suggested to act as neuronal lipid sensor, sensing and signaling to the central nervous system clues about the peripheral metabolic status [62] . In the intestinal epithelial cells, PPARγ is suggested to regulate barrier function and microbiome related inflammation [63] . We show that inhibition of PPARγ prevents the VD induced protection against the PA-induced neuronal loss in vitro, suggesting that high VD concentrations induce PPARγ activity.
Alternative VD pathway
Plants, bacteria and nematodes have maintained the ability to synthesize glucose from lipids, using acetate produced from peroxisomal beta oxidation. This energy bypass is called the glyoxylate cycle. It is catalyzed by two enzymes isocitrate lyase (ICL) and malate synthase (MS) and is active in situations where environmental energy supply demands it [64] . In peroxisomes isocitrate is cleaved by ICL to form succinate and glyoxylate. Succinate enter the Krebs cycle and glyoxylate condenses with -CoA forming malate in a reaction catalyzed by MS. Malate can be converted into phosphoenolpyruvate by the enzyme phosphoenolpyruvate carboxykinase (PEPCK), and enter gluconeogenesis, thereby enabling lipid-derived carbon to be converted into glucose. The presence of this pathway in higher eukaryotes has been debated, including its presence and activity in peroxisomes of liver [65, 66] , cartilage [67] and brown fat [68] as well as its absence. [69] [70] [71] Those suggesting its presence have shown that VD activate the glyoxylate or a glyoxylate-like cycle in liver and cartilage and stimulate the conversion of PA derived acetyl-CoA into glycogen [65, 67] . It is tempting to speculate that high VD exposure in enteric neurons is able to stimulate this pathway. Using immunoneutralization to inhibit ICL activity we showed that supplementing cultures with ICL antibodies, but not pre-immune sera, prevented the VD-induced protection against the PA-induced neuronal loss. Whether the ICL immune serum contains undetermined mediators capable of inhibiting the VD response has not been investigated in currently study and cannot be excluded. It is however, interesting to note that PPARγ is a known inducer of PEPCK, the enzyme enabling malate to enter gluconeogenesis. The induction of a glyoxylate or glyoxylate-like cycle has been suggested in hepatic glucose production [70, 72] , where lipids increase hepatic gluconeogenesis. A working hypothesis in this respect could be that VD activates PAPRγ and glyoxylate cycle-like pathways, causing PA or PA-CoA shunting towards peroxisome degradation, gluconeogenesis and glucose production. In all creating a, for neurons, non-toxic metabolic intermediate that enables survival in a PA overload situation.
Conclusion
In this study, we showed neuroprotective effects of VD against HFD-and PA-induced neuronal loss. The suggested pathway involves VD-induced activation of PPARγ which in turn improve neuronal peroxisome function and shuttling of PA-CoA. Suggesting that supplementation of vitamin D in the diet could protect enteric neurons against obesity-induced damage. 
